Transformation of the ATM Plasmid

Transformation of the ATM Plasmid:

1. add 1-2µl of the ATM plasmid to 100-250µl of thawed competent bacteria (we use DH5, Gibco-BRL and Stbl2 ,Invitrogen) 

2. incubate on ice for 10 minutes

3. heat shock at 42°C for 2 minutes

4. put back on ice for 2 minutes

5. add 500µl sterile LB

6. shake at 30°C for 1hr

7. plate 250µl onto LB + Ampicillin plates(50-100µg/ml) or you can briefly spin down the bugs, carefully pour off the supernatant but leave about 100µl, resuspend the bugs in the remainder of the supernatant, and plate all of the transformation.

8. incubate plates at 30°C for 48 hours, then pick the small colonies to amplify.  

*After 24 hours you may see colonies, do not pick these, they are wrong! Because of the large size of the ATM plasmid it has a tendency to rearrange and those colonies usually form first.

Mini-Prep & Digests:
1. from the transformed plates, pick  several of the smaller colonies and grow in
      2X LB+Amp at 30°C for up to 2 nights, making sure not to overgrow. 

2. do a standard alkaline lysis mini-prep, Qiagen kits and the like work too.

3. digest ATM wt/ATM kd mini-prep DNA with NcoI enzyme.  This should tell you if any rearragement has occured and should be done with every DNA preparation.

